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Wfywm oGpaniyio TpaHoqpMnraay pcf-ren flHK 
■W «PW>Mw Pfiyca scipaMsapot s iraMWbti 
•ewop acenpecoH b «*scthoctw a pUC 9. neno- 
cpeflcreeH* la bc-npowropon nonywm 
J^**"" Hcnofwywr aw TpaHcOopi*^ &*- 

mPicS " 0Cne ° T<5,W !««MflMHWIHyiO 

oeet n fw a w mM ic peqpeaMo M twyn&o bkm> 
hoto poKena aaw^ ero MRhTTpSSI 
"»Ph a T3MN6 noeneaoMT«fcHocibiQ wmbmpm m 
TepMwauM tpawviiMH nonpemoff perouO*- 

«HTH0ii flHK TJMHOJXJPI-KWT £<* wWtaT 

lepHM paapyuwor m (tiepMem OHwuacrr mohoo6- 
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M3o6peTeHvte OTMOcwrca « CuOTexHono- 
run * MonenynupMO* 6no/iorMw. a mmchmo < 
s cnocoSy nonyveHMfl <t>epMeHT3 oCparKc* 
rpaMc*pnnTa3u Buoyca capxoMw Payca(RSV). 

Cncro5 aar^owaeTcfl b tom. mto KOAwoy- 5 
•omurt c( parnyK? TpaHC«p«nTa3y pol-rex bu- 
Ae/ieHHuA M3 AHK BMpyca cap-OMbj Payca. 

3CT pa HB3K)T C ROMOlUblO /TMf33U B H/ia3M«Ay C 

6oflbiUMM wc/iom xonnft T3xwm o6pa30M. mo- 
6w yxaaannb.* ren HaxOA*«ca b nnaaMHAe 10 
HenocpeACTBeHHO 3a lac-npoMoropoM.. «oto- 
puA MoxeT 6«Tk penpeccHpoaaM h nerxo mh- 
AyuHpoaaM noAy«eHHoA amwho* cMecbio 
aarcM Tpanc^opMMpyioT Exott. nocne sero ot- 
6Hpaior TpaKc^opMMpoBaHMuc wtetKH. Hccy- 15 
mwe AHK c Ha6opoM nocneAOBaTe/ibnocTeA. 
o6ecnewB3©uinx noA3BAeHue h arcnpeccmo 
BMpycHoro pol-rena. C8»3UBaHne ero MPHK c 
PmSocomoA. a Ta^2 c nocneA0B3TejiirMocT» mm. 
o6ecn*4Maaioim<MH mhhumumio h ?epM*8a- 20 

MMK) TP3HOISIUMM. PeKOM6HH3HTHOA nA33M*» 

AoA TpaHc^opmpyior g.coJL «SarrepnanwMbie 
kactxm nocne mxa/xiim* paapyuiatOT h m3ba«- 
H6HHM* cupoa ^epMeMT - oSparKyio Tpanc- 
KpHmaaynQABepraioTowcTRe. 2 5 

n p h m e p 1. noAyneHMe nAaaMHAHO* 
AHK. 

6 M*r AHK ruiaiMw pSRA-2 noAaepra- 
iot nociiQAOBATBiibHo o6pa6oTice peCTpMKTd- 
33mh Xmal, Xhol h Psil. flpoaepxy 30 
3<^exTM»Hocn« pacotenAemta 3AexTpo$ope- 
30m a araposHOM rene npo*oaoA»T nooie xaxc- 
Aoro rHApoftiaaL 

Taoce awnonNaioT ™acoam3 $epMeHTa- 
mm Patl h Sail 2 mka AHK pUC 9. 35 

06e AHK noAaepraioT oeawAeHttio 96%- 

MWM 3T3HQA0M H TpeXKpdTHOA npOMUBXO 
70%-HfatM 3T3H0A0M. Ka«AyK> M3 AByx 0C3X- 

AeHHux $paxu«A pacTBOpflOT a 20 m*a /mr*- 
pyiotuero 6y$epa. 

Cwecb, npMTOTOttteHHyio H3 280 Mr pac 
uenneHxo* AHK pUC 9 h t350 Hr pacmenaeH- 
HOA AHK p$RA-2. AOfWiMBiOT hmGxoahmumw 

< OM n O HC HTBMH M nOCAC AO 6* 8,1© MM* 10 6AH- 

hmu flMra3» ocraaAxiOT Ha nosb a xoAQAMAb- ,e 
Mwxe npM 8°C ^ 
C noMotuMO AMrasHOft cmcc* (5-10 mxa) 

npOBOAAT TpaKC$OpM3t4HiO XAeTOK UIT3MH3 

6axrep«A E. colt HB 101. npeAaapMie/itHO 
o6pa6oT3HMux CaCb. Kabtkh pacntpaoT Ha ca 
arapnwx nnacntHxax npMroTOMeHHux erne 
Tare/ibHOft cpe^M LB m AonanncHHux 0.5% 
rAioxo3u m 20 mxa/mh dMnMutvutMHa. flocne 
••MicyfiauwM a TeseHwe 1 8 h npi« 37°C npoaOAiT 
3X3*1*3 aupatueHHwx koaomma. npeAen»ioT „ 
p33Mep coAepxcaiaeAca a mmx ha33mhau. 

OT&ipaiOT IUT3MMU. COA«pM3U4H6 MCXO- 

Myo rwia3MMAy pa3MepOM a 5.5 <b. (pMF 14). 
HoAcpeAe.co^ pmamea r/ionoay m «Mnwuwn- 



flw n/iasMMAy npo8c D «<OT c noMouikio ae- 
CTp M « T a3{Pstl. SaH. 8amHI. HJ» l( j III) a T a««e 
»* C0MeTaH.iA v, conocraonflor c opMrMHaju,- 

how KaproA poi reMd. 

OrofipaHHbiwxaoHAa/tee ncno/ib3y»oT Ana 
TecTvpoBanHq 4)epMeMTa nocrynaa np« 3tom 
c/»eAy*ouiMM o5p330M. 

2 ma «y/?biyp«. BwpameHHow 3a noib hb 
nmare/ibrto* cpeAe LB c r/iKjxoaoA m aHnn* 
UMA.nwMOM. Hcnonbaytor Ana noceaa a 20 ma 
yxasaHMoa tpeAw. h npoBOA»r wMx y 6auKio 
np« 3MeprwHOM acTpaxMBannw nptt 37°C 
npH AOCTM^cMfcH* n/iOTKocTM E«o 1.0 x xyaii- 
r/pe Ao6aBiiRK>T caoxenpMfOToaAeMMwA ao/t- 
hwA paciBop IPTG. aoboa* xoHuentpauHto 
nocfleAMcro ao 1 mM. h npoAonxtaoT MHxyOa* 
unto eme a reseHHa 60 mmh. 

Co6paHMue ueHTpH<t>yrwpoeaM»eM xaaT- 

KM 06pa63TWB3lOT /1H3OUMM0M H rtW3ttpyiOUlMM 

pactBopoM. 

/lH3MpyK)U4HA paCTBOp 

1% Triton X-100 
0,2% NP-40 

1 mM EDTA (sTMaaHAMaMMHTerpaaurrar) 

2 MM OTT (awtootpchtoa) 
2mMPMSF 

10 mM ^oct^ara hbtpmb (pH 8.0) 
Pa3pyuiaiOT c^eponnacru. HpoapasHyo 
♦paxitHJO. noayseNHyio a xo/tMHecTae 200*400 
mxa, MenocpcucTaeHHO McnoAbayior Affa Tec- 
mpoaaNm tepMeNTaTMBMoA bxtmbhoctm. 

npoaepeHHwA. npoAymtpymuMii oCpar- 
Myo TpaKCxp»mady xaoh »wpam»«aajOT m mk- 
AyunpytOT cMHtea 6enxa. npoAyxT *3 xy/tbiypu 
BWAe^awT c ueiibio xapaxrepncTHXH aMMeti- 
ra. 

npMMep 2, npenapatMBMoe abiAeaenMe 
oopaTMOA TpaHCxpHitra3M. 

800 ma xyAbrypw E coll HB 101, C0A*p- 
xcaioeA nnaaMHAy pMF 14, BypatuMaaxyr Ha 
niaareJibMoA CpeAe LB c AoGaueNHOA rnioxo- 

30A (0.5%) H BMrmUHAAMHOM (100 MXf/M.l) AO 
AOCTMMBHM* AAOTHOCTM 2.2. 

n©C7>e ueHTpMtyrwpoaaHM* xnarxM eye- 
neMAMpyxJT a 50 ma nurareAbHoA cpew M9. 
Ma coAepxaoieA rAiOKosM. ho coAepxcamaA 
dMnwiMAAMH. nocAt MHxy6aqtm c aMepnw 

MMM GCTPAXMB3HHCM B TCH&HWf 30 MMK AOCda- 

ABtOT IPTG AO AOCTHXCBHMA XOHuetiTpaUMM 10 

mM. 33TBM npoA&*~x£«iT MHxv6ai|Hx> etue a 
TeneHMt 90 m*h. Co6paNHue ueHTp^ympo* 
aaHkteM xabtkm 3aMopaxcMBaioT xcmakmm 330- 

TCM M A OftpaOOTKM XP3HB7 npH -20°C 

Bee ortepauMH no bua6a6hhio ^epMeirra 
npoaoAAT npM 4°C. 

3aMOpoxcaMHue xactkm cycnoHAMpyior a 
8 ma 10%-Horo pacraopa caxapo3u. CQAapxa- 

cycneH3KH ao63bariot 2 ma pactaopa ahjoum- 
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M.i n >rcM Me <J>oc<J>3th m 6y£epe c kohlx6nt - 
pauMeni'Ofir/M/i. CnycT* 10 mmh nacnaHoaxn 
* i 1 ma /t*3wpyomerc pacraopa w aaa cao* oc- 
topo*mo ncpeMeuiMoaiOT rioAy<<eHMurt pac- 
tbop noAsepraior i4eMTpM$yrnpoB3MMio npw 
100000 g e re«eHi*e 1 m. aareM k aepxHeMy 
cno*> Ac6ae/i«iOT flarMMOAapMuu pacreop 
NaCt ao AccrMxeHHA xohchmoa KOHitenrpa* 
Umm 0 J M (b AaHHOM npMMepe an a 3Toro it 43.5 
ma eepxHero caoa aiwyer Ao6asHTb 870 mica 
5 M p3CfBopa NaCI) m 3Tor pacraop Name at 
na ROAOMry c DE 32 pasMepaMM 2x12 cm 
ypaBHoeeujeMHyio 6y$epoM A (10% r/muepH^ 
na. 5% caxapo3w, 0.2% *.V-40. 10 mM <|>oc<J>a- 
Ta HarpMR. pH 8.0. I mM DTT. 0.5 mM 3DTA 
0.1 mMPMSF, 0,1 m NaCI). 

Bera*cy6^eAHHMi|a o6paTHO# rpawc- 
KpHnraau Me copCwpyercn Ha nocMfe/ic. o to 

BpftMA KdK 3H8SMTeAbHafl H3CT* AHK*nOA* 

wMepaaw. a raxxce HyxACKHoeue xhcaotw. 
MeuiaiomMe nocAeAyoutHM xpoMaTorpa$H- 
Hec«MM pa3AerteHMPM. oKaawaaiOTca 
copSMpoeaMMMMM. 

Ko/ioMicy npoMuaaior 6y$epoM A ao rex 
nop, noxa MecopOwpyeMoe aetuecrso no/iHO- 
CTkw CMwaaercfl (3kctmhkumi» anioara Arao 
0,1), h nponyiueHNuA pacraop (140 ma) noA- 
eepraior AnaAttay tpm*au no 4 « npoTue 1 n 
6y$epa B, 
Ey^ep B: 

10% ritMuepMHa 

0.2% NP-40(HOHivieT P-40) 

10 mM *oc*ara naTpna (pH 8.0) 

ImMDTT 

05 mM EOTA 

0.1 mM PMSF 

HonyveHHwA noaie Ana/insa npoAyicr wa- 

MOC»r Hd KO/TQHKy C $QC$Q\1&\!\W\QM* P11 

paaMepaMM 2x20 cm. Koaqhxy npowwaaOT 6y- 

4*POM B AO CHMXCeHHIl 3RCTl4HKUmi AO A280 0. 1 

(a A3HH0M npMMepe Ha 3to norpeCyerca 200 
" n Cy^epaX mtcm wpea KOAonxy nponyctfa- 
•or rpaAMCMT 6y*epa E a poatwue 0.01-1.0 M, 
cofittpaa $paxuicM ofceMOM 4 ma. 

Ma irax<£o* 4>paxMHH OTSwpaxrr npo6y 
oGveMOM 3 mica Ann onpeAe/ieNwe armtKOCTM 
o6parMort rpaMCKpMfiTa3w. AxT**Hue 4pa«- 
Umh. 3/noMpoaaHHwe a HHrepaane 0.25-0.33 
M, cofiMpaior m oGveAHNeHHu A 3A*oaT nooaep* 
raor AUMMiy • T**HHe 3x8 «# nporwa 3x2 a 
6y$epa B. 
By$ep B: 

10% fAMitepHHa 

0.2% NP-40 

1 mM DTT 

0.5 mMEDTA 

10 mM ^oc^ara nann* (pH 8 )) 
Hoc/ie A**anwaa aeiuecrao HaHocar na no- 
AOHKy c OE 32 paaMepaMM 1x5 cm. Hec p&t- 
pyeMue aeuiecraa CMwaaK>T 6y$epoM B^ 



OSpatHyx^ rp a „cxp«nTa3y 3a reM aAwnpy^r 
<5y$epoM B, coAepxamHM 0.5 M KCl. co6i-ca- 

•OT ♦paXMMW 6VCMOM 0.4 MA. ApcTHBHOCTt 0 &- 

paTMoi* TpaHcxpMnTaaiJ bo <t>paKm*ax 
T£^ enUKyy ' T5H0MM3HMxn Po6yoGveMOM 

C6veAMHeHMwe axrHanwe <t»paicaMM (oxo- 
no 3 ma) noAaepr aw AHanwsy a Tesenne 18 h 
nporna 6y4>epa T. 
10 Ey^epT: 

50% rAMuepMHa 
50 mM 4K>c0aTa kbahx (pH 8.0) 
50 mM KCl 
1 mM DTT 
15 0.5 mM EOTA 

B peayAkTare onucaHMux npoqeoyp cnh- 
ctxm noAyMaetca 1 ma pacraopa oCparnoA 
TpancrpHnTaaw, o6A8Aaiomero 8ktwbhoctuo 
20 ca/ mka. 

20 CyMMapHoeroAKHecTao^epMeHTa.awpa- 
OdTWBaeMoro M3 800 ma hcxoahoA fiarrepn- 
3AVM0A xyAbTypw. cocraiAaer raxm ofipaaon 
okoao 20000 eA. «V«wp» 



25 n p u m e p 3. npenapar • cocto»hhm 
noAaepxttaar* cuniea AHK a CTaHAaptHOA 

PCa«|H0HH0* CMtCH • teHfime HO MetfM 2 M. 

AenatypitpyiomH^ renbaAexTpo^opea PHK h« 
nowMaae? i ww ie u HA npM HmyfiauMM PHK 
30 c nptrtapaTOM. noffy««HMM cotabcho npeft* 
naraewoMy cnocofiy. a Tentm* 4 ^ 3ro aou- 

«MtT. HTO OHMtatHHai PCItOMC»HaHTMia 

oopaiHaa TpancxpHnraaa ne cqahmcht m#* 
cnetp*fr*Nec*Kx nyxAeaa. 
35 PexoMCwHaMTMaa oOpatnaa TpaKCRpMrt* 
raaa CHMTeawpyer nojm dT a cmct**m aa- 
rpaaxa - mstpmub rA/dT« xax a 
npwyrcTawi wonoa Mfl~ Tax h a npncvTCT- 
a** HOHoa Mn . 
40 OnTMMaAknaa KOKi^e HTpatpta antx homoi 
cocTaaARCT 3*2 mM cooTaercTaeHHO. HaAke 
we 3twx MOHOa a xonaeMrpaumt 6 mM npmo- 
Aht x MaaHawreawHOMy omxeHMo cxopocnt 
peaxuMM. 

45 OepMeKT aunoAHaer cbom ^yNxum rax 
xte a cxCTegce Mrpaaxa - MaTpMtia hoan 
rCm/oAttro • ho amuiw a npHCyrcTamt Mn***" 

AKTMtfMOCT% «epM8MTa M 3TOM Cy0CTpaT8 # CO- 

craaAaeT okoao 25% or axrweifOCTM, HMepa- 
50 eMoft Ha KAaccMNecxoM cy6crp8Te no am 

rA/dT. 
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B CMareMe noAM A* mPHK/oawo dT ( T .e. 
npn CMHTeae nflHK) o*mm**h*** am ^ep- 
MCHTa KOHtiOHTpau** Mg^ cocTaajmer 6 mM. 
TorAa Kax KOHuempauiM Mn^ cocraaAxeT 2 
mM. 7,5 en8xT. ^epMenra exAtosaiOT pHJg. 
TTO a KOAMHecTae. cooiaaicf x yiouteM o6p»- 
soaawcio 0.8-1.6 MMOiik cOHK. Pa^M«n no«. 
jfsacMoro npOAyxTa cocTaaAaer 200-1600 
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'Nyn/teoTnacm • c/»y«aa no/iM A* mPHK apojo- 
•*m/>/ium 400-7000 My wieofMflos.c/iyHa 3 n a . 

©opMyfla M3o6oeTeH M « 

cnocoB no/iyMEHun ogpathoi* 

TPAHCKP M nTA3b. 8MPYCA CAPiCQMbl 
PAVCA. JanrtwaiouiMrtc- a tom. mto a nnaa- 
MMfly pUC9 Henocpe4CT B eHHo aa Jac-npoMo- 
topom c noMombo imraay BCTpaneaoT P S t - 
Xftol-^parMeHTw n/iajMMAw pSRA-2 no/i- 
yNeHHoA cwecwK, flHK T P aH C *o P M Wpvio , 
Me " M E con - n °C»e wo no ycTO*M M80 CT* r 
JSTSSr* ° T6HPa,0T T P aM «t>opM M poBaM- 
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MMrenhMo Co/iee AflMHMort ret e porp.«Hoa 9nf . n . 
mo* n 0 fl M A* PHK neseM* < Pu cm ° 

«r XlHK. KOTOp<1B conep)Km M noc/)o ; o . 

sicnpeccmo enpycHOro pol rena m cewwaa- 
HHe ero MPNKt PH60COMO,. a 

pe«OM6HHaHTMoa flHK rpaHc^opMHpywr 

r; 6a Ca^:r ;: e ° T c ' ie - yntT " 

15 "^ e/ ""° T ^""V" 'paHCKpMnraay *oho- 
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